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Claims :- 

1. A metopd of producing a desired protein, polypeptide or peptide, 
comprising the \tep of: 

culturing Y .mammalian host cell in culture medium, wherein said 
host cell includes: \ 

(i) at least tone introduced DNA sequence encoding the desired 
protein, polypeptide dt peptide expressibly linked to a first inducible 
promoter sequence, \ 

(ir) at least oneyntroduced DNA sequence encoding a protein, 
polypeptide and/or peptide factor(s) required for growth of the host cell in 
said culture medium-exprLsibly linked to a promoter sequence, the 
expression of which is regulated by a repressor binding region: and 

(iii) at least one introduced DNA sequence encoding a repressor 
molecule which binds to the \epressor binding region, expressibly linked to 
a second inducible promoter sem^ice. 

wherein the first and second idi^fcible promoter sequence(s) may be the 
same or different £ -\ — ' ■ 

2. A method according to clatai 1. wherein the first and second, 
inducible promoter sequence(s) aretthe same, and said culturing step 
comprises: \ 

a first stage of culturing said Hbst cell to a desired cell confluence, 
and a second stage of culturing said ho\t cell in the presence of an inducer of 
said .first and second inducible promo teY$equence(s). 

3. A method according to claim 1 or L wherein the said repressor 
binding region is a lac operator sequence. a\d said at least one DNA 
sequence encoding a repressor molecule encodes a lac repressor. 
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4. A method according to any one of claims 1 to 3. wherein the first and 
second, inducible promoter sequence(s) is/are selected from the group 
consisting of the human metallothionein IIA promoter and the modified 
human metallothioneinMlA promoters. M(l)2 and M(2)6. . 

5. A method accordijfojb'claim 4 r wherein the host cell further 
includes and expresses afDI^Jk sequence encoding a metallothionein. 

6. A method according toWy one of the preceding claims, additionally 
10 comprising the step of recoverine the desired protein, polypeptide or 

peptide. 
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A method for the regulated growth of a mammalian host cell in a 
cultih^ medium, comprising the step of:- 

ulturing said mammalian host cell in said culture medium, wherein 
said host ceil includes: 

(i) ar\least one introduced DNA sequence encoding a protein, 
polypeptide and/ox peptide factor(s) required for growth of the host cell in 
said culture medimx^expressibly linked to a promoter sequence, the 
expression of which is regulated by a repressor binding region; and 

(ii) at leas t one DNA sequence encoding a repressor molecule 
which binds to the repressoohihding region, expressibly linked to an 
inducible promoter sequence. 
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8. - A method accordiug to claim 7, wherein the said repressor binding 
region is a lac operator sequence, and said at least one DNA sequence 
encoding a repressor molecule encodes a lac repressor. 
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9. A method according to claims 7 or 8. wherein the inducible promoter 
sequeuce(s) is/are selected from the group consisting of the human 
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metallothionein HA promoter and the modified human metaUothionein HA 
promoters. M(l)2 and M(2)6. 

10. A method according to claim 9. wherein the host cell further 
5 includes and expresses a DNA sequence encoding a metallothionein. 

11. A method according to any one of the preceding claims, wherein the 
DNA sequence(s) encoding the protein, polypeptide and/or peptide growth 
factors(s) encodes a growth factor(s) selected from the group consisting of 

10 insulin, modified insulins, insulin-like growth factors, cytokines, mitogenic 
proteases and mixtures thereof. 

12. A method according to claim 11. wherein the DNA sequence(s) 
encoding the protein, polypeptide and/or peptide growth factor(s) encodes 

15 insulin or an insulin-like growth factor. 

13. A method according to claim 11, wherein the DNA sequence(s) 
encoding the protein, polypeptide and/or peptide growth factor(s) encode 
insulin or an insulin-like growth factor, and transferrin. 

20 

M ^^5^"*' \ met ^ oc ^ according to any one of the preceding claims, wherein the 

culture medium is protein/serum-free medium. 

15. A method according to any one of the preceding claims, wherein the 
2:5 mammalian ho& cell is a Chinese hamster ovary cell. . _ ~ . 

IB. A method \ccording to. any one of the preceding claims., wherein the 
mammalian host ceW is a CHO-Kl cell. 



35 



LbJ 



10 



15 



17. /\ host cell including: 

(i) \ at least one introduced DNA sequence encoding a desired 
protein, polypeptide or peptide expressibly linked to a first inducible 
promoter sequence; 

(ii) at least one introduced DNA sequence encoding a protein, 
polypeptide and/or peptide factor(s) required for growth of the host cell in a 
protein/serum-free\culture medium, expressibly linked to a promoter 
sequence, the expression of which is regulated by a repressor binding region; 
and 

(tii) at least on\e introduced DNA sequence encoding a repressor 
molecule which binds tcathe repressor binding region, expressibly linked to 
a second inducible promoter sequence. 

wherein the first and secon^ inducible prompter sequence(s) may be the 
same or different 

18. A host cell according t® clajfti 17, wherein the first and second 
inducible promoter sequence(s)\3re jthe same. 



19. A host cell according tdjlclMim 17 or 18. wherein the said repressor 
20 binding region is a lac operatoyseqtoence, and said at least one DNA 
sequence encoding a repressor molecule encodes a lac repressor. 
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20. A host cell according to any oiife of claims 17 to 19 f wherein the first 
and second inducible promoter sequenqe(s) is/are selected from the group 
consisting of the human nietallothioneinUlA promoter and the' modified., 
human metallothionein IIA promoter. Mra2 and M(2)6. 
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21. A host -cell-according to claim 20. wlVerein the host cell further 
includes and expresses a DNA sequence encoding a metallothionein. 
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A host ceN including: 

(i) at least one introduced DNA sequence encoding a protein, 
polypeptide and/or peptide required for growth of the host celt in a 
protein/serum-free culture medium, expressibly linked to a promoter 
sequence, the expression of which is regulated by a repressor binding region: 
and 

(ii) at least one introduced DNA sequence encoding a repressor 
molecule which binds to the repressor binding region, expressibly linked to 
an inducible promoter sequence. 

23. A host cell according to claim 22, wherein the said repressor binding 
region is a lac operator sequence, and said at least one DNA sequence 
encoding a repressor molecule encodes a lac repressor. 
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24. A host cell according to claim 22 or 23, wherein the inducible 
promoter sequence(s) is/are selected from the group consisting of the human 
metallothionein IIA promoter and the modified human metallothionein 1IA 
. promoter, .M(l)2 and M(2)6. 



20 25. A host cell according to claim 24. wherein the host cell further 
includes and expresses a DNA sequence encoding a metallothionein. 

'6. A host cell According to any one of claims 17 to 25. wherein the DNA 
sequence(s) encodirU the protein, polypeptide and/or peptide growth 
25. factors(s) encodes a Jrowth factor(s) selected from the group consisting of " 
insulin, modified inskns. insuliu-like growth factors.' cytokines, mitogenic . 
proteases and mixtures thereof. 
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27. A host cell according to claim 26, wherein the DNA sequeuce(s) 
encoding the protein, polypeptide and/or peptide growth factor(s) encodes 
insulin or an insulin-like growth factor. 

28. A host cell according to claim 26, wherein the DNA sequence(s) 
encoding the protein, polypeptide and/or peptide growth factor(s) encode 
insulin or an insulin-like growth factor, and transferrin. 



9. A hdVt cell according to any one of claims 17 to 28, wherein the 
mammalian host cell is a Chinese hamster ovary cell. 



30. A host qell according to any one of claims 17 to, 29, wherein the 
mammalian hostYeli is a CHO-Kl cell. 



